Summary
The uncertainty of future climate change is placing pressure on cropping systems to continue to provide stable increases in productive yields. To mitigate future climates and the increasing threats against global food security, new solutions to manipulate photosynthesis are required. This review explores the current efforts available to improve carbon assimilation within plant chloroplasts by engineering Rubisco, which catalyzes the rate-limiting step of CO 2 fixation. Fixation of CO 2 and subsequent cycling of 3-phosphoglycerate through the Calvin cycle provides the necessary carbohydrate building blocks for maintaining plant growth and yield, but has to compete with Rubisco oxygenation, which results in photorespiration that is energetically wasteful for plants. Engineering improvements in Rubisco is a complex challenge and requires an understanding of chloroplast gene regulatory pathways, and the intricate nature of Rubisco catalysis and biogenesis, to transplant more efficient forms of Rubisco into crops. In recent times, major advances in Rubisco engineering have been achieved through improvement of our knowledge of Rubisco synthesis and assembly, and identifying amino acid catalytic switches in the L-subunit responsible for improvements in catalysis. Improving the capacity of CO 2 fixation in crops such as rice will require further advances in chloroplast bioengineering and Rubisco biogenesis.
I. Introduction

Improving plant productivity under uncertain future climates
The pressure to improve food and fiber crop yields is becoming a major driver of plant bioengineering and the need for a second 'green' revolution in crop production is on our doorstep. With unabated increases in the world population and the accelerating impact of climate change, the future potential yield of commercial crops is under serious threat Ort et al., 2015) . Compounding these issues is the continued reduction in arable land and availability of water that is often a limiting resource for plant production (Ziska et al., 2012) . Future climates experienced by crops are predicted to include more extreme events, such as heat waves and unpredictable rainfall patterns, associated with the rise in atmospheric CO 2 and average ambient air temperatures (IPCC, 2012) . Crop varieties will need to be equipped with flexible strategies to maintain yields under variable climates. Furthermore, increases in nitrogen-and water-use efficiency will need to be addressed as resources become limiting (von Caemmerer & Evans, 2010; Evans, 2013; Carmo-Silva et al., 2015) . This will enable future production systems to operate more efficiently and sustainably, while ensuring increases in yields and ultimately more efficient primary production.
As the annual gains in yield achieved within wheat (< 1% per annum; Reynolds et al., 2012) and rice (Zhu et al., 2010) breeding programs become further diminished, the need to break through these yield ceilings has engendered the development of transformational approaches. Next generation solutions for yield improvements include increasing the efficiency of photosynthesis through altering the properties of CO 2 fixation by Rubisco to increase synthesis of carbohydrates required for plant growth and yield (Fig. 1) . They may also include improving other aspects of photosynthesis such as light capture, CO 2 diffusion into the chloroplast (Furbank et al., 2015) and flux through the Calvin cycle (Lefebvre et al., 2005) . Improvement in the catalytic properties of Rubisco has been suggested as one of the most energetically effective approaches for improving photosynthesis .
The main foci of this review are the improvements of CO 2 fixation that may be gained by understanding the catalytic diversity that exists in the key CO 2 fixing enzyme Rubisco and subsequent opportunities for transplanting high-performing Rubisco forms into crop chloroplasts. The major inefficiency of Rubisco catalysis stems from its bifunctional activity whereby CO 2 and O 2 compete at the active site. The fixation of O 2 leads to the wasteful process of photorespiration (Bauwe et al., 2010) that consumes up to 30% of the total ATP requirement for CO 2 fixation and photorespiration (Farquhar et al., 1980) and decreases crop productivity by up to 25-30% under standard (25°C) conditions (Zelitch, 1973; Sharkey, 1988) . The cost of photorespiration becomes more severe under conditions of water stress, low CO 2 and elevated temperatures as Rubisco oxygenation increases (see modeling in Walker et al., 2016) . Catalytic diversity studies have already identified several Rubisco forms that are candidates for transplantation into higher plant chloroplasts (Whitney et al., 2001; Sharwood et al., 2016a) .
Substantial progress has been made in Rubisco bioengineering through the development of chloroplast transformation processes (Bock, 2014) . This has required improvement in our understanding of chloroplast gene regulation (Germain et al., 2013) and catalytic screening of naturally occurring Rubiscos to identify superior forms that outperform crop counterparts (Whitney et al., 2001; Galmes et al., 2014; Orr et al., 2016; Sharwood et al., 2016a) . Recent identification of amino acids that confer a catalytic Influence of Rubisco bifunctional catalysis on plant productivity. Rubisco is a bifunctional catalyst that regulates flux through the productive Calvin cycle and the somewhat wasteful photorespiratory pathway. The fixation of CO 2 (carboxylation) produces two molecules of 3-phosphoglycerate that are cycled through the Calvin cycle to produce the carbohydrate building blocks required for plant growth and productive yield (Raines, 2003) . The fixation of O 2 (oxygenation) produces one molecule of 3-phosphoglycerate and one molecule of 2-phosphoglycolate that is recycled through photorespiration to 3-phosphoglycerate and results in wasteful loss of CO 2 and energy that significantly hampers plant productivity (Bauwe et al., 2010) . The flux through the photorespiratory cycle is increased under conditions promoting Rubisco oxygenation, which include low CO 2 , elevated temperature and drought conditions. switch, which can improve Rubisco catalysis (Whitney et al., 2011b) , and the discovery of new Rubisco assembly factors involved in Rubisco biogenesis in both C 3 and C 4 plants have provided the next steps in improving the success of engineering Rubisco in higher plants (Hauser et al., 2015b; Whitney et al., 2015) . Alternative strategies to improve CO 2 assimilation now include equipping C 3 plants with a CO 2 concentrating mechanism (CCM) and generating alternative metabolic pathways to bypass oxygenation (von Caemmerer et al., 2012; Price & Howitt, 2014; Hanson et al., 2016; Long et al., 2016) .
II. Prokaryotic ancestry of chloroplasts influences gene regulatory mechanisms
The symbiogenesis of a photosynthetic cyanobacterium and a primitive eukaryote c. 600 Ma generated the first primary endosymbiotic event giving rise to the double membraned chloroplast (McFadden & van Dooren, 2004) . Following the monophyletic evolution of chloroplasts (McFadden & van Dooren, 2004; Criscuolo & Gribaldo, 2011; Ochoa de Alda et al., 2014) , there have been numerous lateral gene transfer events that have led to a highly reduced chloroplast genome (plastome) and left the organelle semi-autonomous with the nucleus exerting significant control over chloroplast metabolism (Timmis et al., 2004) . The plastome size is typically c. 120-160 kb in leaf chloroplasts and retains the genes for several photosynthetic components and key elements of its own transcription and translation apparatus (Timmis et al., 2004) . For example, the tobacco plastome codes for 76 proteins, tRNAs and rRNAs (Shinozaki et al., 1986; Timmis et al., 2004) . Transcription in the chloroplast involves both a nucleusencoded RNA polymerase (NEP) and a plastid encoded RNA polymerase (PEP). The NEP is a single subunit polymerase related to the T7 phage RNA polymerase and predominately transcribes genes coding for the core subunits of PEP and the translational apparatus (Borner et al., 2015) . The chloroplastic PEP is similar to the eubacterial RNA polymerases and consists of multiple subunits that are coded by the rpoA, rpoB, rpoC1 and rpoC2 genes (Liere et al., 2011) . Similar to Escherichia coli, the PEP recognizes promoters through recognition by nucleus-encoded sigma factors. In higher plants, there are six sigma factors (Sig1-Sig6) that are targeted to the chloroplast and have been ascribed different roles (Schweer et al., 2010; Chi et al., 2015) . Through the study of tobacco rpoB deletion mutants, chloroplast genes may be placed into three main classes depending on the presence or absence of NEP and PEP promoters. These include class I and class III genes that are exclusively transcribed by PEP (i.e. rbcL in tobacco) or NEP (e.g. rpoB), respectively, and class II genes which are transcribed by both NEP and PEP (e.g. rrn, atpB/E; Hajdukiewicz et al., 1997) .
An important feature of chloroplast gene expression is the arrangement of large numbers of genes into clusters/operons that are transcribed as polycistronic RNAs. These RNAs (as well as monocistronic RNAs) require post-transcriptional processing that is mediated by nucleus encoded ribonucleases directed by RNA binding proteins (RBPs) including tetra-, penta-and octatricopeptide repeat proteins (Barkan & Small, 2014) . Post-transcriptional processing is crucial for maturation of chloroplast RNA that confers transcript stability and influences translation initiation (for reviews of these processes see Stern et al., 2010; Germain et al., 2013; Barkan & Small, 2014) . Therefore, improving our understanding of chloroplast gene regulation, which predominates at the posttranscriptional level, is vital for manipulating genes associated with photosynthesis. One such target is rbcL, which encodes the large subunit of Rubisco.
III. The target enzyme of CO 2 fixation within chloroplasts -Rubisco
The rate-limiting step of CO 2 fixation is catalyzed by Rubisco, a popular target for bioengineering because of its catalytic inefficiencies, which do not appear immutable (Whitney et al., 2001) . Rubisco content in C 3 plants is highly elevated to ensure enough carbon fixation occurs to maintain growth and the productive yield (Raven, 2013) . This comes with a significant cost in nitrogen investment (Evans, 1989) , which ultimately can hinder plant productivity in environments where nitrogen availability is limiting. With the majority of key food crops (e.g. wheat, rice, barley) operating a C 3 photosynthetic pathway, new solutions to improve Rubisco catalysis tailored to meet future climates are required to help plants cope with periods of extreme heat and water deficit while meeting the desired improvements in grain and fiber yields.
Catalytic mechanism -overview of Rubisco catalysis
Rubisco impacts the flux of the Calvin cycle by fixing atmospheric CO 2 into the C 3 organic acid 3-phosphoglycerate (3-PGA) that is either used to regenerate substrate ribulose-1,5-bisphosphate (RuBP) or form the building blocks of carbohydrate synthesis (triose phosphate; Fig. 1 ). Remarkably, Rubisco is an imperfect catalyst whose carboxylation reaction is competitively inhibited by O 2 and whose reaction rate is relatively slow, catalyzing 2-3 turnovers per second (higher plant Rubisco; Whitney et al., 2011a) . Both carboxylation and oxygenation reactions are complex, comprising up to five partial reactions ( Fig. 2 ; Cleland et al., 1998; von Caemmerer, 2000) . Once RuBP enters a primed active site (i.e. carbamylated; see below) a proton is abstracted from the C3 carbon resulting in the formation an 2,3 enediol that reacts with either CO 2 or O 2 (Figs 1, 2 ; Roy & Andrews, 2000) . Binding of CO 2 to the C2 of the enediol produces a carboxyketone intermediate. However, the binding of O 2 to the enediol produces a peroxyketone intermediate (Roy & Andrews, 2000) . Both reaction intermediates are split between the C2-C3 carbon to yield either two molecules of 3-PGA (carboxylation; Figs 1, 2) or one molecule each of 2-phosphoglycolate (2-PGly) and 3-PGA (oxygenation; Fig. 1 ).
Measuring the kinetic parameters of Rubisco to characterize its catalytic performance is essential for evaluating the influence on photosynthetic CO 2 assimilation. The key parameters include the Michaelis constant for CO 2 measured either in the presence (K m CO 
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Catalytic mechanism -regulation by Rubisco activase
The catalytic imperfections of Rubisco have placed higher plants under immense selection pressure to maintain CO 2 assimilation rates under current atmospheric conditions of CO 2 and O 2 . Rubisco also has a requirement for a catalytic helper protein, Rubisco activase (RCA), which modulates activity by preventing inhibition of catalysis by a range of sugar phosphate molecules (Andrews, 1996) . For Rubisco to be primed for catalysis, a non-substrate CO 2 binds to the conserved lysine 201 (K201; Figs 2, 3) residue within the active site (Lorimer et al., 1976; Lorimer & Miziorko, 1980) . This forms a carbamate that is stabilized by the fast binding of Mg 2+ that coordinates the bound CO 2 (Andersson & Backlund, 2008) . Maintenance of carbamylation is vital to Rubisco activity in higher plants (see below). This was demonstrated through the discovery of RCA that maintains Rubisco activity by removing sugar phosphate molecules that inhibit catalysis and prevent carbamylation ( Fig. 3 ; Portis et al., 1986) . In the absence of RCA, Rubisco activity cannot be properly maintained, resulting in plants that require high CO 2 (Portis et al., 1986; Mate et al., 1993 Mate et al., , 1996 . Even in the C 4 dicot Flaveria bidentis, the levels of RCA are significant despite the CCM providing a high CO 2 environment .
RCA is a member of the AAA + protein superfamily and modulates the activity of Rubisco through the hydrolysis of ATP to exert a conformational change of the Rubisco active site to remove bound sugar phosphate inhibitors (Mueller-Cajar et al., 2014) . In most plants, RCA comprises two isoforms, an a isoform equipped with a C-terminal extension containing two cysteine residues that confer redox regulation and a shorter b isoform (Carmo-Silva et al., 2015) . In Arabidopsis, the b isoform does not contain the redoxsensitive cysteine residues and is less sensitive to ADP inhibition . However, the b form of tobacco RCA is sensitive to ADP inhibition, which may be explained by the absence of the a isoform . As shown for rice, the abundance of each RCA isoform can be altered and is dependent on environmental cues such as increased ambient air temperatures (Wang et al., 2010) .
Recently, the crystal structure of tobacco RCA was determined, and coupled with negative-stain electron microscopy, monomers of activase were concluded to assemble into the catalytically active hexameric structure similar to that determined for the red-type Rubisco activase, CbbX, from Rhodobacter sphaeroides (MuellerCajar et al., 2011; Stotz et al., 2011) . The structural interrogation of RCA has provided key insight into its oligomeric structure and positioning of certain domains, but the mechanism of its Lorimer et al., 1976) . Activated Rubisco binds substrate ribulose-1,5-bisphosphate (RuBP) and the catalytic cycle begins. The formation of the ECMR and subsequent catalytic steps enables the binding of either CO 2 (ECMR-CO 2 ) or O 2 (ECMR-O 2 ; not shown) in the gas-addition phase (Cleland et al., 1998) . The carboxylation reaction sequence occurs through a series of five partial reactions as indicated. The production of the enediol is common to both carboxylation and oxygenation reactions. The next four partial reactions shown produce the products of carboxylation (Pearce, 2006; Roy & Andrews, 2000) . interaction with Rubisco is still largely unknown. Amino acids present in the Rubisco L-subunit may facilitate interactions with RCA, but this needs further investigation (Portis et al., 2008) . From in vitro assays, it is clear that there is a divide in the specificity of RCA to activate Rubisco between Solanaceae and nonSolanaceae plant species (Portis et al., 2008) . However, the extent and mechanism underlying this division remain to be examined.
Catalytic mechanism -inhibition by RuBP and maintenance of Rubisco carbamylation
Rubisco carbamylation is maintained predominately by RCA that serves to remove inhibitory sugar phosphate molecules including those, such as substrate RuBP (Jordan & Chollet, 1983) , that bind slowly but tightly to Rubisco catalytic sites that have not been activated with CO 2 and Mg 2+ (i.e. catalytic sites that are decarbamylated; McNevin et al., 2006) . Removal of the inhibitors by RCA and the subsequent binding of CO 2 then Mg 2+ 'activates' the Rubisco catalytic site (Fig. 3) . Conditions exist in the chloroplast where Rubisco decarbamylates (i.e. the dissociation of Mg 2+ and CO 2 from the active site). In this decarbamylated form, the catalytic site is again prone to inhibitory binding by RuBP (i.e. the formation of an ER complex), a substantial source of Rubisco inhibition in leaves under illumination (Sharwood et al., 2016b) . Under these conditions, RCA is critical for ensuring RuBP removal from ER complexes to limit the level at which they accumulate.
Catalytic mechanism -nocturnal inhibition by carboxyarabinitol-1-phosphate (CA1P)
The nocturnal inhibitor CA1P (Fig. 3b ) was discovered in higher plants and was deemed to be responsible for the differences in Rubisco activity between night and day (Gutteridge et al., 1986; Berry et al., 1987) . During the night, CA1P binds carbamylated Rubisco with high affinity to form enzyme -CO 2 , Mg 2+ and inhibitor bound (ECMI) complexes rendering it inactive. Once leaves begin to interceptmorningsunlightRCAactivityincreasesandremovesCA1P to formECM (Parry et al., 2008) .Theactive site isalreadyprimed and catalysis is immediately able to proceed. CA1P is then dephosphorylated by the redox regulated CA1P phosphatase (Heo & Holbrook, 1999) to prevent re-binding to the active site (Andralojc et al., 2012) . The binding of CA1P to Rubisco might also confer protection against proteolysis at night by chloroplast proteases (Khan et al., 1999) . & Chollet, 1983) . Once RuBP is removed from the active site, Rubisco may become activated through the binding of CO 2 to form a carbamate, which is then stabilized though the binding of Mg 2+ to form ECM. This activated enzyme can either bind RuBP (ECMR) and proceed with catalysis or become inactivated through the binding of sugar phosphates from catalytic misfiring to form inhibitory complexes with XuBP or PDBP (ECMI), rendering the enzyme inactive and a target for reactivation by RCA (Parry et al., 2008) . The night-time inhibitor CA1P binds to active Rubisco to possibly protect the enzyme from chloroplast proteases (Khan et al., 1999) . Rubisco is activated in the light through the removal of CA1P from the active site mediated by RCA (Khan et al., 1999) . The released sugar phosphates are metabolized as indicated to prevent re-binding to Rubisco (Andralojc et al., 2012; Bracher et al., 2015) . The structures of each inhibitor are shown (Pearce, 2006) . Structures of tobacco L 8 S 8 Rubisco (1EJ7) and RCA (3ZW6) are shown. *XuBP upon release from the active site can slowly bind decarbamylated Rubisco (E) with a K i of c. 4.8 lM for tobacco Rubisco (Pearce, 2006 
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Catalytic mechanism -inhibitor production through catalytic misfiring
Rubisco catalysis may be imperfect, which leads to the production of potent inhibitors that catalytically cripple enzyme activity. Xylulose 1,5-bisphosphate (XuBP), which forms by mis-protonation of the enediol (Fig. 3b) , is one such inhibitor (Zhu & Jensen, 1991) . Although Rubisco can carboxylate XuBP to produce 3-PGA, this occurs very slowly (Pearce, 2006) . Once removed from the active site by RCA, free XuBP is then metabolized by XuBP phosphatase (Fig. 3) . XuBP phosphatase is present among plants, algae and photosynthetic bacteria, and has an ideal substrate specificity for XuBP as opposed to RuBP (Bracher et al., 2015) . Once dephosphorylated, Xu5P is converted to ribulose 5-phosphate which is phosphorylated by phosphoribulose kinase to RuBP available for subsequent Rubisco catalytic reactions (Bracher et al., 2015) . Therefore, XuBP phosphatase can work in parallel with Rubisco activase to maintain Rubisco carbamylation by removing the ability of XuBP to bind tightly to decarbamylated sites. Interestingly, the misfiring reaction to form XuBP is universal across Rubisco from different phylogenies but the extent to which red-type Rubisco produces XuBP is substantially lower then green-type Rubiscos (Pearce, 2006) . The potent inhibition of red-type Rubisco by XuBP may be remedied by the removal of inhibitors from the active site mediated by CbbX .
Another daytime inhibitor is glycerol-2,3-pentodiulose 1,5 bisphosphate (PDBP; structure not shown), which is formed by the elimination of peroxide from the peroxyketone intermediate (Kane et al., 1998) . This inhibitor can also be formed from the oxidation of RuBP often found in laboratory RuBP preparations. In vitro this inhibitor has been shown to be one of the major causes of Rubisco fall-over (Kane et al., 1998) ; however, the physiological role is yet to be determined. Once removed from the active site, PDBP is metabolized in the stroma by CA1P phosphatase (Andralojc et al., 2012) .
IV. Oxygenation of RuBP leads to photorespiration and hampers C 3 plant photosynthesis
The bifunctional catalysis of Rubisco is perhaps the most significant problem for higher plants to combat as oxygenation of RuBP leads to photorespiration, which is energetically wasteful to the plant. The goal of Rubisco engineers today is not to completely abolish oxygenation, but to reduce its propensity. This would be to minimize flux through the photorespiratory pathway to minimize the loss of CO 2 and consumption of energy (i.e. ATP and NADH) to recycle 2-phosphoglycolate back to 3-phosphoglycerate. Photorespiration can result in significant losses of plant productivity (Zelitch, 1973 ) that can become further increased under conditions that promote Rubisco oxygenation such as water stress, low CO 2 and high ambient air temperatures (Walker et al., 2016) .
Interestingly, photorespiration exists in C 4 plants that operate a CCM. The depletion of glycolate oxidase in Zea mays by transposon insertion resulted in plants that were seedling lethal (Zelitch et al., 2009) . The build-up of phosphoglycolate may be harmful to photosynthesis and is recycled through the photorespiratory pathway to produce phosphoglycerate (Fig. 1) . Other deletions in the photorespiratory pathway have been generated in numerous plant species and again were severely inhibited in growth and able to be rescued by growth at high CO 2 (Bauwe et al., 2010) .
Strategies for plant engineers to reduce the oxygenation activity are to either elevate CO 2 around Rubisco, improve the specificity for CO 2 as opposed to O 2 (S c/o ) and/or substantially decrease the affinity for O 2 . Current engineering efforts have not achieved improvements in plant Rubisco S c/o to the heights of red algal Rubisco (S c/o : 166; Whitney et al., 2001) ; however, with the new plastid transformation technologies outlined below and coupled with studies of Rubisco catalytic variability, future solutions may be provided to improve plant Rubisco S c/o without significant reductions in k c cat .
V. Exploring nature for improved Rubisco
Throughout nature, different forms of Rubisco exist that possess varying catalytic qualities. Although only a small percentage of complete Rubisco kinetic datasets exist, it is clear that there is sufficient scope in nature to find better Rubiscos that would be better suited to future climates of higher ambient CO 2 concentrations and elevated air temperatures (Whitney et al., 2011a; Boyd et al., 2015; Galmes et al., 2015; Sharwood et al., 2016a) . In higher plants, Rubisco is present in a hexadecameric (L 8 S 8 ) form consisting of eight large subunits (L-subunits) arranged as dimers capped at each end by four small subunits (S-subunits; Fig. 3 ). The L-subunits are coded for by rbcL in the chloroplast genome (plastome) while the small subunits are coded for by RbcS, as a multi-gene family located in the nucleus. For catalysis, optimal complementarity between the L-and S-subunits is required Whitney et al., 2011b) . Some hybrid enzymes possessing S-subunits from varying sources can reduce the catalytic competence of the hybrid enzyme .
Rubisco outside the plant kingdom is quite diverse in form and structure. While higher plants and cyanobacteria contain Form I 'green' Rubisco, other forms exist such as the Form I 'red' present in non-green algae (such as rhodophytes and diatoms) and bacteria and Form II which exists as L-subunit dimers in proteobacteria, chemoautotrophs and dinoflagellates that are arranged as L 2(n) (Whitney et al., 2011a) . Form III exists in Archaea and is composed of L 2 , L 6 and L 10 structures (Whitney et al., 2011a) .
Exploring the catalytic parameters among the different forms of Rubisco highlights the diversity of Rubisco kinetics that exists in nature ( Fig. 4a,b ; Supporting Information Table S1 ). Typically, higher plant Rubisco enzymes display a linear trade-off between carboxylation speed (k c cat (s À1 )) and the Michaelis constant for CO 2 (K c ) (Tcherkez et al., 2006) . However, this trend differs within diatoms (Young et al., 2016) and cyanobacteria ( Fig. 4a ; (MuellerCajar & Whitney, 2008; Whitehead et al., 2014) ). The relationship between S c/o and k c cat (Fig. 4b ) may also be useful to select Rubisco variants that have high specificity for CO 2 and sustain k c cat .
Typically, as S c/o increases, then the carboxylation speed decreases, but as shown in Fig. 4(b) , this relationship is not linear (Shih et al., 2016) .
The catalytic characterization of Rubisco from naturally occurring C 3 and C 4 plants from different biogeographical habitats indicates that Rubisco has adapted to the prevailing gaseous environment (Ghannoum et al., 2005; Galmes et al., 2014; Sharwood et al., 2016a) . The different levels of CO 2 that Rubisco has been exposed to within leaves has placed plant groups on differing evolutionary trajectories for changes in K c and the associated change in k c cat (Sharwood & Whitney, 2014 (2000) and Farquhar et al. (1980) using the equations:
using the Rubisco parameters listed in Supporting Information New Phytologist the adaptive evolution of Rubisco catalysis in C 3 and C 4 plants (Galmes et al., 2014) . Further interrogation of Rubisco catalytic parameters from plants operating a CCM indicate that C 4 Rubisco has adapted to a high CO 2 environment by maximizing k c cat (Ghannoum et al., 2005; Sharwood et al., 2016b) . Although this has come at a cost to decreasing affinity for CO 2 , the carboxylation efficiencies of C 4 Rubiscos are superior to C 3 plant enzymes and thus are under consideration for transplantation into C 3 crop plants (Sharwood et al., 2016a; Fig. 4 ). This would be particularly important for global food crops such as rice, which is vital for securing future global food security.
VI. Prospects for improving rice photosynthesis by altering Rubisco catalysis
Rice is a key global food crop that warrants improvement in yield potential to break through the apparent yield ceiling (Zhu et al., 2010) . Using the C 3 model (Farquhar et al., 1980) (Table S2) .
Currently, efforts are underway to introduce CCMs into C 3 plants such as the C 4 -Rice project to improve CO 2 assimilation through the engineering of a Kranz-type C 4 pathway ( Fig. S1a; von Caemmerer et al., 2012) and the transplantation of bcarboxysomes ( Fig. S1b ; Lin et al., 2014a) into tobacco chloroplasts. In this context, it is important to consider performance of C 3 Rubiscos such as rice under elevated CO 2 concentrations pertinent to a C 3 leaf with a CCM installed. Modelling of the catalytic parameters (von Caemmerer, 2000) for a number of Rubiscos in a C 4 -like cellular environment shows that the improved carboxylation efficiencies afford an improvement in CO 2 assimilation when compared to the rice counterpart (Fig. 4d) . Unlike in the C 3 cellular environment, maize Rubisco shows a c. 1.6-fold improvement of CO 2 assimilation at a bundle sheath CO 2 concentration (C bs ) of 5000 lbar because the CCM enables the full catalytic potential of the high k c cat of maize Rubisco to be achieved (Sharwood et al., 2016a) . However, even though a and b cyanobacteria offer a faster k c cat compared to other C 3 and C 4 enzymes (Table S2) , their Michaelis constants for CO 2 are substantially larger, thus reducing the carboxylation efficiency, and hence offer only modest increases in CO 2 assimilation in rice when compared to the maize enzyme (Fig. 4d) . Furthermore, the cyanobacterial Rubiscos would offer no benefit to CO 2 assimilation in C 3 plants unless present within a carboxysome as their k (Table S2) . Interestingly, the simple dimeric L 2 Rubisco from Rhodospirillum rubrum offers more potential increases in CO 2 assimilation in C 4 chloroplasts than the hexadecameric Rubisco from cyanobacteria (Fig. 4d ).
Requirements to determine the temperature dependence of Rubisco catalysis
The above modelling effort of CO 2 assimilation to identify Rubiscos that outperform the rice counterpart were made using in vitro Rubisco kinetic constants measured under standard conditions (i.e. 25°C). It is of critical importance to determine the temperature dependency of k c cat , K 21%O 2 c and S c/o , yet few studies have attempted this (Boyd et al., 2015; Galmes et al., 2015; Orr et al., 2016) . Early indications suggest that there is substantial difference in the temperature dependencies for each of the aforementioned kinetic parameters. Future research needs to focus more closely on the response of Rubisco catalysis at a wider range of temperatures (10-40°C). This will allow for more accurate determination of the response of Rubisco catalytic parameters at varying temperatures and associated calculations of activation energies (Badger & Collatz, 1977) . Coupled with L-and S-subunit amino acid sequence, the temperature dependence traits of Rubisco may provide information to improve Rubisco catalysis under varying environments. Together with understanding the performance of Rubisco activase under increasing temperatures, Rubisco engineers may be able to exploit this insight to enhance the flexibility of Rubisco catalysis under future climates.
VII. Engineering CO 2 assimilation in higher plants by plastid transformation
Current understanding of rbcL expression, processing and translation in the chloroplast
In Arabidopsis chloroplasts, rbcL can be either transcribed from promoters specific for NEP and PEP and is synthesized as a monocistronic pre-mRNA (Chi et al., 2014) . By contrast, tobacco rbcL is exclusively transcribed by PEP (Allison et al., 1996) . Similar to E. coli, the rbcL mRNA has an SD-like sequence that is canonically spaced from the start codon and has an influence of translation initiation (Kim & Mullet, 1994) . Two transcripts often are seen for rbcL as the PPR protein MRL1 binds to the 5 0 end of the pre-mRNA and directs a cleavage event ( Fig. 5 ; Johnson et al., 2010) . Absence of MRL1 in Arabidopsis chloroplasts had little effect on rbcL transcript accumulation with no impediment in translation observed (Johnson et al., 2010) . Therefore, the significance of this processing event remains to be determined. Perhaps another RBP, such as RLSB (Yerramsetty et al., 2016) , is required for transcript stability translation initiation (Fig. 5 ).
Where should we insert foreign (rbcL) genes into the chloroplast genome (plastome)?
Throughout the literature, several regions have been used to incorporate transgenes into the plastome (Lutz et al., 2007) . These predominately include the large single copy region (LSC) and multiple sites within the inverted repeat regions (IVR A and IVR B ) of the plastome such as the intergenic regions between trnI/trnA and trnV/rps7/12 (Lutz et al., 2007) . The precise nature of homologous recombination allows insertion and replacement of genes in the plastome. Typically for engineering Rubisco, direct replacement of the native rbcL gene (present in the LSC) with other versions is preferred to prevent expression of native Rubisco in the chloroplast.
Gene elements used to control the expression of Rubisco transgenes within chloroplasts are also somewhat varied (Maliga, 2004) . Coupled with insertion site into the plastome, better expression arose from insertion in the trnI/A intergenic region of the 16S rDNA region, which is constitutively expressed and avidly processed by the RNase P and Z (Dhingra et al., 2004) .
Selecting promoter and terminator elements appropriate to direct expression of rbcL in plastids
For expression of foreign rbcL genes within tobacco chloroplasts, the promoter of choice has generally been the native rbcL promoter including the 5 0 untranslated region (UTR) and typically the first 42 nucleotides of the tobacco rbcL coding sequence (Figs 5a, 6 ). This region has been referred to as the translational control region (TCR; Maliga, 2003) . It is not well understood why the rbcL TCR ensures appropriate translation initiation. However, it seems likely that TCR forms an ideal secondary structure that can either bind with another RBP to initiate translation or bind directly the 16S rRNA of the ribosomal small subunit of the translational apparatus itself (Kuroda & Maliga, 2001 ). The first 42 nucleotides of rbcL code for 14 amino acids of the N-terminus of the Rubisco Lsubunit in tobacco. This region is post-translationally processed where the Met-1 and Ser-2 are removed followed by acetylation of Pro-and the tri-methylation of Lys 14 (in most Rubisco L-subunits; Houtz et al., 2008) . The biochemical significance of these modifications are still largely unknown (Houtz et al., 2008) .
Exploiting RNA binding proteins to generate monocistronic mRNAs
Current evidence suggests that the processing of polycistronic transcripts into single cistrons improves the expression and translational processing of foreign mRNA within transplastomic plants (Barkan & Small, 2014) . The incorporation of an intercistronic expression element (IEE) between multiple transgenes enabled polycistronic mRNAs to be cleaved into monocistronic units (Zhou et al., 2007) . The IEE originates from the psbT and psbH intergenic region, which contains the binding site for the HAT (half-a-tetratricopeptide repeat) protein HCF107 (Hammani et al., 2012) . The binding of HCF107 to the 5 0 end of psbH stabilizes the mRNA and alters the structure of the 5 0 terminus to enable translation initiation. These IEEs have been incorporated into transforming plasmids harboring several transgenes to be inserted into the tobacco plastome . However, further testing is needed to determine whether sequence downstream of the HCF107 is required for enhanced translation.
VIII. Direct bioengineering of Rubisco in higher plants
The early difficulties of manipulating Rubisco in higher plants
The disparate locations of the genes encoding the Rubisco large (plastid) and small (nucleus) subunits have complicated engineering of Rubisco in higher plants. Before the advances of plastid transformation, manipulation of Rubisco was limited to those which expressed in E. coli (e.g. Synechococcus) and the manipulation of the green algae Chlamydomonas reinhardtii (Andrews, 1988; Spreitzer et al., 2005) . Nuclear transformation using Agrobacterium enabled the study of Rubisco-deficient plants by depleting the small subunits in tobacco (Hudson et al., 1992) . However, transformation of foreign Rubisco large subunit genes into the tobacco nucleus, which were equipped with sequences encoding plastid targeting signals, resulted in poor accumulation of foreign Rubisco within chloroplasts (Kanevski & Maliga, 1994) . The resulting Rubisco oligomers were contaminated by host Rubisco subunits still expressed within transgenic plants.
The development of plastid transformation was the first revolution to engineer the plant Rubisco L-subunit. Early experiments demonstrated that replacement of tobacco rbcL with the sunflower and cyanobacterial counterparts was possible, providing proof-of-concept for the technology despite the sunflower hybrid Rubisco being initially reported as catalytically crippled and the lack of synthesis of cyanobacterial L-subunit (Kanevski et al., 1999) . However, the first site-directed mutant of the tobacco Lsubunit generated by Whitney et al. (1999) provided the initial steps on the path for site-directed mutagenesis of the Rubisco Lsubunit. Unfortunately, generating site-directed mutants has 0 terminus of rbcL mRNA is guided by MRL1 (Johnson et al., 2010) . Deletion of MRL1 has no impact of synthesis of Rubisco L-subunits (Johnson et al., 2010) . However, the RLSB (RBCL RNA S1-binding domain) protein has been shown to regulate rbcL transcript abundance in C 3 (Yerramsetty et al., 2016) and C 4 plant chloroplasts (Bowman et al., 2013) . (b) Representation of the cm TrL masterline plastome and the general rbcL transforming plasmid pLev4 (Whitney et al., 2011b) , which is equipped with restriction sites Nhe1 at the 5 0 end and Sal1 or Xba1 at the 3 0 end for inserting foreign rbcL genes. Tobacco plastome flanking sequences to facilitate homologous recombination are shown and indicated by dashed lines.
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Functional hybrid Rubisco paved the way to study large subunits from various sources
The discovery that the Rubisco hybrid between sunflower L-subunits and tobacco S-subunits was not catalytically crippled and had catalytic parameters that mirrored that of the L-subunit source was a leap forward to engineering other foreign Rubisco Lsubunits in tobacco chloroplasts ( Fig. 6; Sharwood et al., 2008) . Interestingly, the hybrid enzyme was adequately regulated by the native tobacco RCA. A second transgenic line with increased hybrid Rubisco content was in fact able to survive under current CO 2 partial pressures as total Rubisco content was actually increased in this line . These studies determined that when optimal complementarity between the sunflower L-subunit and tobacco S-subunit was achieved, it was reflected in the catalytic properties of the recombinant enzyme. However, the Rubisco content is extremely low, and thus the plants were carboxylase limited across all CO 2 partial pressures in the response of CO 2 assimilation rate (A) to intercellular CO 2 partial pressures (C i ) . The lack of Rubisco content is consistent with the sunflower Rubisco biogenesis requirements not completely met within the tobacco chloroplast.
Tobacco masterline for engineering Rubisco
To improve the success of engineering foreign L-subunits into tobacco chloroplasts, a tobacco transformation masterline was generated with the replacement of tobacco rbcL with rbcM that codes for the R. rubrum L-subunit ( Fig. 5b ; . Removal of the selective marker gene was achieved by transiently expressing Cre, which facilitates recombination between adjacent loxP sites (Lutz et al., 2006) . This enabled subsequent transformations using aadA as it is the only reliable selection marker for transformed plastomes. The R. rubrum Rubisco has poor catalytic function and resulting transgenic plants require high CO 2 for growth (Whitney & Andrews, 2001b) . The plants can then be subsequently grown in soil and seed harvested for tissue culture growth to generate material for transformation. The benefits of this cm TrL masterline are twofold: (1) low homology with tobacco rbcL to enable site-directed mutagenesis; and (2) the poor catalytic properties of the L 2 Rubisco provide a second arm of selection by placing transformed plantlets into the air, which selects against plastomes containing rbcM. This masterline significantly improved the recovery of plastid transformants, allowing more throughput for testing transplanted Rubisco for assembly in tobacco chloroplasts . Finally, the construction of the transforming plasmid pLev4 has further enhanced testing of foreign rbcL synthesis and assembly by fusing the tobacco TCR to rbcL transgenes (Whitney et al., 2011b) .
The cm TrL masterline has been used for a large number of rbcL replacements (Fig. 6) . These include the L-subunit genes from Arabidopsis, from Methanococcoides burtonii and from the Flaveria clade with differing photosynthetic biochemistries such as C 3 (Flaveria pringlei), C 3 -C 4 intermediate (Flaveria floridana) and C 4 (Flaveria bidentis). The kinetics again mirrored the source L-subunits except for Arabidopsis, which suggests that an incompatibility exists between the Arabidopsis L-subunits and the tobacco S-subunits and impedes catalysis .
Transgenic tobacco plants expressing F. bidentis (C 4 ) and F. pringlei (C 3 ) Rubisco L-subunit chimers revealed that the substitution of methionine-309 to isoleucine is responsible for increases in k c cat and the corresponding increase in K c (Whitney et al., 2011b) . In C 4 plants, further studies have indicated that this amino acid is not a universal requirement to reach C 4 catalysis and other switches exist (Sharwood et al., 2016a) . Further studies will have to begin to investigate the S-subunits, as there is more variability in primary sequence (Kapralov et al., 2011) .
Engineering the Rubisco small subunit
So far the evidence from transplastomic studies of Rubisco indicate the catalytic variability resides within the L-subunit but the influence of S-subunits has been more challenging to study. Early studies showed the importance of the Rubisco S-subunit on catalysis, with the removal of S-subunits from Synechoccocus showing a depletion in catalytic competence (Andrews & Ballment, 1983) . Subsequent studies have interrogated further the influence of S-subunits on catalysis (reviewed by Spreitzer, 2003) . In higher plants, the multi-gene family of RbcS has hindered attempts to completely transplant foreign Rubisco. Relocating the RbcS to the plastome did not result in a large amount of plastid synthesized Ssubunits assembled into Rubisco hexadecamers presumably because of interference with other cytosolic S-subunit counterparts (Whitney & Andrews, 2001a) . The functional significance of the varying sequence in higher plant RbcS gene families is largely unknown. However, expression data from fern and Arabidopsis suggest that differential regulation of RbcS expression may be responding to environmental cues such as elevated temperature (Eilenberg et al., 1998; Cavanagh & Kubien, 2014) .
To co-engineer Rubisco large and small subunits and circumvent their competition for assembly with cytosolic synthesized S-subunits, the S-and L-subunits were linked using a glycine-rich linker peptide. This was demonstrated with cyanobacteria small and large subunit fusions in E. coli and subsequently with the tobacco Sand L-subunit fusion into cm TrL plants (Whitney & Sharwood, 2007; Whitney et al., 2009) . The fusion was successfully expressed in tobacco chloroplasts with no evidence of cytosolic synthesized Ssubunits assembled. However, despite an observed improvement in catalytic parameters, not enough of the Rubisco was synthesized and it was unable to be regulated properly by tobacco RCA (Whitney et al., 2009 ). Subsequently, CO 2 assimilation of the transgenic plants was limited by Rubisco carboxylase activity.
Recent success in demonstrating the influence of the small subunit on Rubisco catalysis was achieved through transforming the Sorghum RbcS gene into rice (Ishikawa et al., 2011) . The Sorghum S-subunits were synthesized and assembled with the rice L-subunits and displayed improvements in k c cat (Fig. 6) . However, the ratio of Sorghum : rice S-subunits assembled into hexadecamers (Fig. 6) . These enzymes will need their cognate S-subunits for optimal catalysis. As highlighted by Whitney & Andrews (2001a) , the cytosolic and plastid derived Rubisco S-subunits competed for assembly with the L-subunits with cytosolic S-subunits possibly enjoying an 'inside track' to assemble with cognate L-subunits. To circumvent the problem in the future, another tobacco-rubrum master line is required where the expression of RbcS is depleted (Fig. 7a ). This could be achieved by using a number of genome editing tools, such as Crispr/Cas9 and knockdown through antisense/RNAi methods. This masterline would pave the way to transform rbcL-rbcS transgenes and no competition between nuclear S-subunits would exist. Therefore, complete transplantation of hexadecameric Rubisco would become more feasible and would allow testing of the influence of the different small subunits encoded in the nucleus on Rubisco catalysis.
Satisfying the assembly requirements for foreign L 8 S 8 Rubisco in tobacco chloroplasts
The replacement of tobacco rbcL with foreign counterparts has so far been successful for enzymes that have a close phylogenetic relationship to tobacco. The next challenge is to transplant Rubisco from other plant sources such as those from C 3 and C 4 monocots and nongreen algae that appear to have favorable catalytic properties (Sharwood et al., 2016a) . As monocot L-subunits appear unable to correctly fold and assemble in tobacco chloroplasts, a greater understanding of Rubisco biogenesis is required (Parry et al., 2013) . There have been a large number of recent The future transforming plasmid that may be required to co-engineer rbcL and rbcS genes and equipped with coding sequences for appropriate folding and activation machinery. This will require further masterline development to prevent heterologous complexes forming with chaperones and RCA. (b) General model for Rubisco synthesis and assembly in chloroplasts. The newly synthesized Rubisco L-subunit peptide may be either prevented from misfolding or possibly partially folded through the action of HSP70 and DNAJ (Tr€ osch et al., 2015) . The dimeric GrpE chaperone binds and releases the peptide for folding within the chaperonin (Cpn 60) complex that requires the hydrolysis of ATP (Tr€ osch et al., 2015) . Folded L-subunits form dimers and are stabilized through the binding of Raf1 2 , which then facilitates the formation of L 8 (Raf 2 ) 4 (Hauser et al., 2015a) . Raf1 is displaced through the binding of the S-subunits from the cytosol. RbcX may play an analogous role in the chloroplast but there is still no conclusive evidence for this (Wilson & Whitney, 2015) . The function of BSDII in plant chloroplasts is uncertain. BSDII may interact with newly synthesized L-peptides (Doron et al., 2014) or at the post-chaperonin stage for Rubisco subunit assembly (Feiz et al., 2014) . See text for further details.
breakthroughs in understanding Rubisco biogenesis (Hauser et al., 2015b ) and a current model for Rubisco biogenesis in C 3 chloroplasts is shown in Fig. 7(b) .
One of the first possible chaperones implicated in Rubisco assembly (other than the chaperonin complexes) was BSDII. This was identified in a maize mutant screen and plants with a deletion of BSDII had developmental problems associated with deficiencies in bundle sheath cells and were found to have almost no Rubisco present (Brutnell et al., 1999) . The mutant plants were seedling lethal and BSDII may have a large influence in Rubisco assembly, as it has a DNAJ domain associated with chaperone activity. BSDII homologs identified in C. reinhardtii have also been shown to comigrate with plastid ribosomes harboring rbcL transcripts, which suggests a possible role in synthesis of L-subunit peptides (Doron et al., 2014) . Therefore, the direct role of BSDII in Rubisco biogenesis is yet to be fully determined (Fig. 7b) .
The structure and function of cyanobacterial Rubisco ancillary protein RbcX has been clearly resolved to act as a 'molecular staple' to stabilize L-subunit dimers (L 2 ) at the post-chaperonin stage and assists in the formation of the (L 2 ) 4 core before binding of the S-subunits that displaces the bound RbcX (Saschenbrecker et al., 2007) . It is not completely required for Rubisco assembly in the cyanobacterium Synechococcus elongatus (PCC7942) as RbcX mutants were not depleted in Rubisco, suggesting other factors may be present (Emlyn-Jones et al., 2006) . RbcX homologs have been identified in Arabidopsis, maize and other plants, and, to date, evidence for their role in Rubisco assembly in plant chloroplasts has not been forthcoming (Sharwood et al., 2016a) .
The discovery of rubisco assembly factor 1 (Raf1) was the next major leap forward for determining key ancillary chaperones for Rubisco folding and assembly. Raf1 was identified in the photosynthetic mutant library (PML) and the maize plants were depleted in Rubisco to < 2% of the wild-type (Feiz et al., 2012) . Raf1 forms a dimer which stabilized the L 2 dimer and facilitates the formation of the L (2)4 core. Similar to RbcX, the S-subunits displace the Raf1 subunit to form functional hexadecameric Rubisco (Hauser et al., 2015a) . Phylogenetic analysis indicated that Raf1 and Rubisco L-subunits have coevolved, suggesting that there is species-specific complementarity between the two proteins . Indeed, once the Arabidopsis Raf1 was coexpressed with Arabidopsis L-subunits in tobacco plastids a substantial increase in Rubisco content was observed . Therefore, future efforts to bioengineer the Rubisco Lsubunit from foreign sources will require their cognate ancillary Raf1 chaperone.
Recently, a second ancillary chaperone, Raf2, was discovered in the PML library (Feiz et al., 2014) . Raf2 has also recently been found in Cyanobacteria that forms a dimer of 10 kDa subunits (Wheatley et al., 2014) . Raf2 contains an inactive pterin-4a-carbinolamine dehydratase domain that possibly interacts with RAF1 and BSDII binding the Rubisco small subunit (Feiz et al., 2012) . Complexes identified through chemical crosslinking suggest that RAF1, RAF2 and BSDII interact with the Rubisco Ssubunits, but the mechanism of assembly is uncertain (Feiz et al., 2012) .
Further studies into the complementarity of GroEL with Rubisco large subunits
The major protein folding system in plant chloroplasts consists of Group I chaperonin GroEL (Cpn60), which forms 14 subunit double-ring complexes that require functional association with GroES (Cpn10/20) oligomers Zhang et al., 2016) . Chloroplast chaperonin is composed of different Cpn60a and Cpn60b isoforms that form the oligomeric cage that binds to unfolded substrates (Tr€ osch et al., 2015) . The cage containing the substrate for folding is capped by Cpn10/20 oligomers and the substrate becomes folded through the hydrolysis of seven ATP molecules (Tsai et al., 2012) . Analysis of chloroplast chaperonin from C. reinhardtii indicated that Cpn60 complexes were composed of both Cpn60a and Cpn60b subunits (Bai et al., 2015) . This hetero-oligomeric assembly of Cpn60 complexes is essential for proper functioning of the chloroplast chaperonin as complexes devoid of Cpn60a subunits resulted in diminished growth of C. reinhardtii cells (Bai et al., 2015) . Therefore, it is of interest to determine if plant chloroplast chaperonin exhibits substrate specificity that is dependent on the chaperonin composition and stoichiometry of the Cpn60 isoforms. This would be particularly important for Rubisco L-subunit peptides and requires further attention. Evidence for possible substrate specificity comes from the presence of the Cpn60 gene in redalgal plastome sequences, along with another important chaperone DnaK, which prevents mis-folding of nascent polypeptide chains from the ribosome (Glockner et al., 2000) . Further evidence of possible Cpn60 specificity for Rubisco L-subunit substrates arises from Cpn60 mutants in maize where an insertion in Cpn60a/AC215201.3 (cps2 mutant) completely lacked the Rubisco L-subunit in contact with chaperonin (Barkan, 1993; Feiz et al., 2012) . Further investigation into the significance of the Cpn60a and Cpn60b/Cpn10/20 isoforms is required as this may afford improvements in L-subunit folding and ultimately assembly.
X. Conclusions
The resource-use efficiency and productive yield of food and fiber crops is largely dictated by the efficient fixation of CO 2 from photosynthesis which is harboured within plant chloroplasts . Strategies to improve CO 2 fixation to remedy the catalytic inefficiencies of Rubisco, either through direct enzyme engineering or raising CO 2 within the chloroplast, are being developed. The current available options to achieve these goals include: (1) direct manipulation of Rubisco through chloroplast transformation, (2) incorporation of a CCM that includes either a Kranz-type C 4 photosynthetic pathway or the bacterial carboxysome to reduce the competitive inhibition of Rubisco by O 2 (allowing the maximal rate of carboxylation to be achieved; Fig. S1 ) and (3) providing a photorespiratory bypass (Betti et al., 2016) . Using knowledge we have gained from Rubisco engineering within tobacco chloroplasts, a next-generation plastid transformation construct design will need to incorporate the genes that are vital for Rubisco synthesis and assembly and maintaining 
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Rubisco activation status (Fig. 7a) . However, the corresponding tobacco-rubrum masterlines will be required to prevent (1) competition for assembly from cytosolic tobacco S-subunits, and (2) heterologous chaperone and RCA complexes that may preclude their proper functions. The incorporation of IEEs will be vital to ensure these large operons are appropriately processed and amenable for translation.
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